all IVF centres in Germany. This should allow the register to become a reliable instrument for measurement of quality control in this very sensitive field of medicine, which is observed intensely by the social and political public. This may allow the establishment of a German quality standard, taking into account the special conditions of the German embryo protection law.
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Introduction: The human ovary is endowed with hundreds of thousands of primordial follicles at birth, but very little is known about the biology of the events that lead to initiation of their growth. Follicles in vivo are closely surrounded by a complex and dynamic milieu, including ovarian stroma and branches of the systemic circulation, nervous system, and scavenger cells. Furthermore the architecture of the ovary shows that quiescent primordial follicles are located in a thin, relatively avascular layer in the ovarian cortex, whereas growing follicles are found in the corticomedullary border which is richly vascularized. This suggests that primordial follicle activation and growth may depend on the provision of nutrients, hormones, and/or growth factors from the surrounding tissue. These observations could account for why conventional methods of isolated follicle culture have proved incapable of supporting human primordial follicle growth in vitro. A simpler alternative strategy is to grow early follicles (of < 190 urn in diameter) in situ in cortical slices (CS) which are sufficiently thin to avoid diffusion limitation. This approach provides a complex support system which more closely resembles the ovary in vivo. The objective of the current study was therefore to investigate the influence of the ovarian environment on the initiation of primordial follicle growth in the human ovary.
Materials and methods: Ovarian biopsies (--4 X 4XI mm thick) were obtained under ethically approved protocols from 20 women (age 29.1 ± 1.3 years) undergoing Caesarean section or routine gynaecological surgery. Cortical tissue was sectioned to 80-100 urn thickness using a Vibratome and strips were cultured under defined serum-free medium [Wynn et al.,(1998); Hum. Rep rod. 13, 3132-3138] on Milli-Cell inserts at 37°C, in 5% CO 2 in air. Tissue was cultured for 0,4, 8 or 16 days with or without FSH (1.0 mID/ml). At the end of culture the tissue was fixed, and sectioned. Follicle number and developmental stages were recorded and growth initiation indicated by staining for the cell cycle marker proliferating cell nuclear antigen (PCNA). Results were compared with growth data from 276 follicles isolated by enzymatic digestion and manual dissection. Individual follicles were Abstracts of the 15th Annual meeting of the ESHRE, Tours, France 1999 cultured in medium containing FSH and follicle diameters were measured at regular intervals to determine in-vitro growth rates.
Results: The results indicate that primordial follicle growth was initiated in CS after only 4 days of culture. In contrast, in the same time-frame, 80% of isolated primordial follicles degenerated. Irrespective of FSH, a significant (P < 0.05) upregulation of primordial follicle growth initiation was observed between day 0 (33.8% growing follicles) and day 16 (75.70/0 growing follicles) of culture. After 16 days multilayer layer growing follicles were observed in the CS. For isolated follicles, irrespective of their initial developmental stage, only limited growth was observed (% growing follicles: day 0 == 17.4%; day 4 == 27.6%; day 8 == 8.0%; day 16 == 2.4%) and this growth was not maintained. Furthermore, 89% of follicles of < 180 urn at the start of-culture degenerated due to rapid detachment of granulosa cells and/or extrusion of the oocyte. In contrast, isolated follicles in the preantral size range urn diameter) at the start of culture increased in diameter from 216 ± 12.1 urn on day 0 to 348.8 ± 83.0 urn on day 16 of culture.
Conclusion: These data confirm that a research strategy for the in-vitro growth of human follicles must be tailored to the size of follicle. Furthermore, the integrity of the pregranulosa oocyte complex and the surrounding stromal tissue must be maintained to stimulate the initiation of primordial follicle growth but not antral cavity formation in vitro. Primordial follicle activation does not appear to be dependent on the provision of gonadotrophic support. 
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Background: Current evidence indicates that FPP (fertilization promoting peptide; p-Glu-Glu-PrnNl-l-) and adenosine act via separate receptors to modulate adenylyl cyclase (AC)/cAMP, resulting in stimulation of capacitation in uncapacitated mammalian spermatozoa and then inhibition of spontaneous acrosome loss in capacitated cells. Responses to FPP appear to involve interaction between FPP and adenosine receptors, the biphasic nature of responses suggesting that first stimulatory and then inhibitory receptors are involved; preliminary evidence suggests that G proteins are also play a role. This study was designed to examine these possibilities further.
sions were prepared in complete modified Tyrode's medium and incubated for the first 40 min and/or from 90 to 130 min in the presence of various reagents. Effects on capacitation and/or acrosome loss were evaluated using chlortetracycline (CTC) fluorescence and effects on AC activity were determined by measuring cAMP production. ElectrophoresislWestem blotting was also done.
Results: CGS-2160 (1 u.M), an agonist for stimulatory A 2a adenosine receptors, significantly stimulated capacitation and cAMP production in uncapacitated cells, but had no effect on capacitated cells. Consistent with this, 8-( 3-chlorostyryl) caffeine, a selective A 2a antagonist, inhibited responses to both adenosine and FPP in uncapacitated suspensions. In contrast, cyclopentyl adenosine (1 uM), an agonist for inhibitory A I adenosine receptors, had no effect on uncapacitated spermatozoa but significantly inhibited spontaneous acrosome loss in capacitated spermatozoa, while 8-cyclopentyl-l ,3-dipropylxanthine, a selective Al antagonist, inhibited adenosine and FPP's ability to block spontaneous acrosome reactions. Modulation of AC activity by adenosine receptors usually involves G proteins, with activation of A 2a receptors being associated with G proteins containing cholera toxin-sensitive (stimulatory) Gas subunits and activation of A I receptors being associated with G proteins containing pertussis toxin-sensitive (inhibitory) Gas subunits. Cholera toxin (100 ng/ml) only affected uncapacitated cells, stimulating both capacitation (determined by CTC) and cAMP production. In contrast, pertussis toxin when used in conjunction with FPP only affected capacitated cells, preventing FPP' s inhibition of both spontaneous acrosome loss and cAMP production. Consistent with these data, electrophoresis, Western blotting and enhanced chemiluminescence evaluation of sperm membrane preparations using antibodies specific for G subunits revealed the presence of proteins with molecular weights similar to both Gas and Gai.
Discussion and Conclusions: This study provides direct evidence that responses to FPP and adenosine involve first stimulatory A 2a adenosine receptors and then inhibitory A I adenosine receptors, resulting in modulation of AC/cAMP. Capacitation per se involves stimulation of AC, while inhibition of spontaneous acrosome loss involves inhibition of AC; additional evidence indicates that G proteins are involved in these responses. Cholera toxin's ability to stimulate AC/cAMP suggests the presence of Gas -like subunits, while pertussis toxin's ability to block FPP's inhibition of AC/cAMP suggests the presence of Gai subunits. Although earlier studies have identified Gai subunits but not Gas subunits in mammalian spermatozoa, we have preliminary immunoelectrophoretic evidence for the presence of both, consistent with the functional responses observed in this study. The presence of both FPP and adenosine in seminal plasma of many mammals suggests they could play important roles in regulating sperm function in vivo. By modulating AC/cAMP to first stimulate capacitation and then prevent capacitated cells from undergoing spontaneous acrosome loss, FPP and adenosine could help the few spermatozoa that reach the site of fertilization in vivo to maintain and thus maximize their fertilizing potential. Introduction: GABA acts through at least two types of receptors, the GABA A and the GABA B . The GABA A receptor is a plasma membrane multi-subunit receptor complex linked to the chloride channel whose activation results in the opening of this ion channel, leading to a transmembrane flux of chloride ions and to a consequent membrane hyper-or depolarization, depending upon the cell type. Progesterone and its metabolites potentiate the effects of GABA on this receptor. The GABA B receptor is not linked to the chloride channel nor is modulated by progesterone. GABA is present in the human male and female genital tract, suggesting its possible involvement in the regulation of sperm function. Only in recent years has evidence accumulated suggesting that GABA is able to initiate the acrosome reaction, to modulate sperm kinematic parameters, and to increase the percentage of spermatozoa moving with hyperactivated motility. However, the GABA receptor mediating these effects, and particularly those on the acrosome reaction, are still not very well known. Hence, the present study was undertaken to which GABA receptor initiates the acrosome reaction.
Materials and methods: Motile spermatozoa were obtained from normal semen samples after separation on Percoll gradient. The sperm suspension (2-3 X 10 6 spermatozoa) was incubated in Biggers-Whitten-Whittingham medium in a CO 2 incubator at 37°C for 2 h (capacitating conditions) and thereafter with placebo, GABA receptor antagonists, the chloride channel blocker picrotoxin or progesterone for 15 min. At the end of which, placebo, GABA, GABA receptor agonists or progesterone were added and the sperm suspension Was left to incubate for an additional hour. After centrifugation, spermatozoa were labelled with fluorescein lectin isothiocyanate (Arachis hypogaea) and observed blindly by a fluorescent microscope. Only viable cells (evaluated by hypo-osmotic swelling test) with a fluorescent equatorial segment were counted as acrosome-reacted.
Results: GABA stimulated the acrosome reaction in a dosedependent fashion from the concentration of 10 flM which doubled the number of acrosome-reacted spermatozoa. The stimulatory effect of 10 u.M GABA was completely antagonized by the GABA A receptor antagonist bicuculline, whereas the GABA B receptor antagonist saclofen was only partially effective. Bicuculline or saclofen alone did not have any effect on the rate of spontaneous acrosome reaction. To further substantiate these findings, we evaluated the effects of two selective GABA A and GABA B receptor agonists, muscimol and baclofen, respectively, which, at the concentration of 10 u.M, stimulated the acrosome reaction. The former was, however, more effective than the latter and as effective as 10 u.M
